We describe a procedure based on equilibrium dialysis that allows the simultaneous determination of free testosterone and testosterone bound to non-sex-hormone-binding globulin (non-SHBG) in plasma. After saturating SHBG with 5a-dihydrotestosterone (DHT) according to a technique recently described, the percentage of free testosterone in the treated and the untreated samples is measured by equilibrium dialysiswithuse of a semiautomated instrument that allowsrigorousstandardization of the experimental conditions. The presentmethodis simplerandfasterthanthe previously describedtechniquein which,after the saturationof SHBG with DHT, the unbound fractions were measured by centrifugal ultrafiltrationdialysis. The methodis also reproducible and suited for the analysis of a large number of samples. The technique has been applied to the determination of the fractional distributionof testosterone in plasma poolsfrom normally menstruating, pregnant, and postmenopausal women and from normal men. 
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and luteal phase of the menstrual cycle (five pools for each group); from women in the first, second, and third trimester df pregnancy (two pools for each group); from postmenopausal women; and from normal men were submitted to analysis and the total testosterone (TT), the non-protein-bound T (free testosterone, FT), the SHBG and albumin were analyzed. The results are shown in Table 2 .
The concentrations of TT and FT in the plasma pools from the normally menstruating women were higher in the periovulatory period than in the follicular and the luteal phases, but the difference was statistically significant only for the values of the FT in the periovulatory and the luteal phases (P <0.001). Results that substantially agree with ours have been reported by other authors (30) (31) (32) (33) .
Although it has been shown that blood concentrations of SHBG increase during the luteal phase of the menstrual cycle (34, 35), we could not find significant differences for this protein in the plasma pools studied.
The concentrations of TT and FT in the plasma pool from postmenopausal women were at most only 50% of the values for the premenopausal women.
The concentrations of TT and SHBG in the pooled plasmas from pregnant women were higher than those in the normally menstruating women and agreed with the values reported by other investigators (36) (37) (38) (39) . However, as expected, the concentrations of FT were within the range found for the nonpregnant women (13, 38, 40) .
The concentration of FT in the men's plasma pool also agreed with the values reported by other authors (41). Figure 3 shows a good correlation (r 0.86; P <0.00 1) between the concentrations of FT determined by equilibrium dialysis and those Calculated by using an equation derived from the Law of Mass Action and the plasma concentrations of TT, SHBG, and albumin (42).
The fractional distribution (%) of T in the pooled plasma samples are shown in Table 3 'No. of pools analyzed same as In Table 2 . The percentage of non-SHBG-bound T found in the 
